Releasate profile comparison following platelet activation with thrombin and collagen in presence and absence of inhibitors of secondary mediators and integrilin (αIIbβ3 inhibitor). Platelets were activated for 3 min with 0.75 U/mL thrombin or 30 µg/mL collagen. When indicated, platelets were pre-incubated for 5 min with the following inhibitors: 2 U/mL apyrase, 10 µM indomethacin, and 9 µM integrilin. Releasates were obtained as indicated in the Methods section. Secreted proteins were separated by 1D-SDS-PAGE in 4-12% Nu-PAGE Bis-Tris gels (Invitrogen). 
MS analysis
For MALDI analysis, dried peptides were dissolved in 4 μL of 0.5% formic acid. Equal volumes (0.5 μL) of peptide and matrix solution (3 mg alpha-cyano-4-hydroxycinnamic acid (α-CHCA) dissolved in 1 mL of 50% acetonitrile in 0.1% trifluoroacetic acid) were deposited using the thin layer method, onto a 384 Opti-TOF 123x81 mm MALDI plate (Applied Biosystems) and allowed to dry at room temperature. Mass spectrometric data were obtained in an automated analysis loop using a 4800 MALDI-TOF/ TOF analyzer (Applied MALDI-MS(/MS) spectra and database search results were manually inspected in detail using the previous software. For combined MS and MS/MS data, identifications were accepted when Confidence Interval (C.I.%) of GPS software was 95% or higher. Since Protein Scores and Ion Scores from different searches cannot be directly compared, GPS software calculates this C.I.% in order to combine results from MS and MS/MS database searches. This coefficient value means that the probability that the observed match is a random event is lower than 5%. For PMF spectra, identifications were also accepted when (C.I.%) of GPS software was 99% or higher. site. All spectra and database results were manually inspected in detail using the above software, especially in the case of identifications based on one peptide hit. For the latter, positive identification by MS was only accepted when more than 50% y-ions were obtained for a peptide comprising at least eight amino acids long and no missed tryptic cleavage site.
Positive hits corresponded to Mascot scores > 40 plus the fulfillment of the above criteria.
